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SUPPLEMENTAL ASSAY METHOD

FOR

| SOLATI ON OF PARAI NFLUENZA- 3 VI RUS

A.  SUMVARY

Thi s method enpl oys a cel

FROM NASAL SECRETI ONS

culture system for the detection of Parainfluenza-3

virus in nasal secretions taken fromcalves with cotton-tipped applicators.



SAM - 104

Par ai nfl uenza- 3
V-59 Revi sed July 29, 1983 Vacci ne
St andard Requi r enment Supersedes April 19, 1971 Agent

B. MATERI ALS AND MEDI A

1. Cell Cultures. Multiple 24-well disposable plates (16 x 150 nm) are

seeded with primary bovine enbryonic kidney (BEK) cells (2nd through 5th pas-
sage), free from extraneous agents, at a cell count that will produce a nonol ayer

after 1 day of incubation.

a. Gowth Medium

The cells are grown in M ninum Essential Medium (MEM with additives
(Appendix 1) at a tenmperature of 35 to 37 C in an incubator containing an
at nosphere of 5% carbon dioxide (CG) and a relative humidity of 70 to 80%
Growth nedium is not changed unless excess acidity occurs or cells are not

growi ng wel | .

b. Diluent

Mai nt enance medi um (Appendix 2) without serum is used to mmke

di l utions.

2. Q@inea Pig Erythrocytes for the Henmadsorption (HA) Test.

a. Blood fromhealthy guinea pigs is collected aseptically in an equal

amount of sterile Alsever's solution (Appendix 3).

b. The erythrocytes are washed 3 times in Alsever's solution, and
sedi nented each time by centrifugation at 1,000 rpmfor 15 minutes. Cells are

stored at 5 C as a 50% suspension in Alsever's solution.
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c. For the HA test, cells are diluted to a 0.5% suspensi on in phosphate

buf fered saline (PBS) (Appendix 4).

C. METHOD

1. Nasal secretion specinmens are taken from each aninmal by inserting a
sterile cotton-tipped applicator stick several inches into the nasal passage.
A separate applicator is used for each nasal passage. The swabs are inmmediately
imersed in 3 m of brain-heart infusion broth (with antibiotics) contained in

a small plastic tube, frozen, and stored at -70 F until ready for culturing.

2. The fluids containing the swabs are thawed. The fluid is expressed from
the cotton by rotating and pressing the applicators against the tube wall. The
suspension is then centrifuged at 2,000 rpmfor 20 m nutes. Two-tenths (0.2) m
amount s of the supernatant are inoculated into each of 5 wells containing the BEK

cells. The plates are incubated in a CO, incubator at 36 to 37 C for 5 days.

3. A National Veterinary Services Laboratories (NVSL) reference PlI-3 virus
is used as a positive control for the cell system A vial is thawed, nxed, and
diluted in a naintenance nmedi um wi t hout serum (Appendix 2) to a dilution 1 or 2
| ogs | ower than the known 50% endpoint. Five wells are inoculated with 0.2 m
of virus and incubated along with the cells inoculated with the nasal secretion

speci men.

4. Negative controls, consisting of 5 uninoculated cell culture wells, are

i ncubated with the test.
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5. The inoculated cell culture tubes are observed daily for cytopathic
effect (CPE) characteristic of PI-3 virus. Fluids fromtubes showi ng no CPE at

5 days are passaged, incubated 5 days, and observed for typical CPE.

6. An HA test is performed on all second passage wells which show no CPE
At | east one well fromeach set of 5 per specinen showing CPE is also tested by
HA. If one or nore tubes in a set show HA, the test is considered positive for

Pl -3 virus isolation.

a. The HA test nethod is as foll ows:

(1) Fluids are poured fromthe plates.

(2) The cells are washed once with PBS (Appendi x 4).

(3) e m of a 0.5% suspension of guinea pig erythrocytes (RBC) is
added to each well.

(4) The plates are placed so that the cell nonolayer is covered with
the red cell suspension and allowed to stand 15 to 20 minutes at room
t emrper at ur e.

(5) The suspension of RBC is poured off and the nonolayers are
washed 3 times with PBS (Appendix 4).

(6) The PBS is poured fromthe plates and the nonol ayer is exani ned

m croscopically for hemadsorption.
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APPENDI X

1. Gowth Medium

Edani n 0.5 %

MEM (Eagle with Earles' Salts) q.s. ad 100.0 %

Antibiotics - Penicillin 100.0 units/m
Streptonycin 100.0 ncg/ m
Gentam ci n 50.0 ncg/ m
Amphotericin B 2.5 ncg/m

Add 10% fetal calf serum

L- G ut ami ne 1.0 %

2.  Maintenance Medium

Edani n 0.5 %

MEM (Eagle with Earles' salts) q.s. ad 100.0 %

Antibiotics - Penicillin 100.0 units/m
Streptonycin 100.0 ncg/m
Gentam ci n 50.0 ncg/ m
Anphotericin B 2.5 mcg/m

L- G ut ami ne 1.0 %
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3. Alsever's Solution

Dextrose 2.05 %
Sodiumcitrate 0.8 %
Sodi um chl ori de 0.42 %
Citric acid 0. 055%
Distilled HO gq.s. ad 100.0 %
4. Phosphate Buffered Saline (PBS-Dul becco)
NaCl 0.8 %
KC1 0.02 %
Na,HPO, 0.115%
KH,PO, 0.02 %
CaCl, (anhy.) 0.01 %
MyCl, 6H,0 0.01 %
Distilled HO gq.s. ad 100.0 %



